pET28-Nlact-NCas

PET28-Nlact-NCas
9061 bp

FLIP)
SEQUENCE

Ndel

PET28-Nlact-NCas
9061 bp

INSERT [Replace Flip and insert
FRAGMENT [Xhol (158) — Ndel (237) NdelI (331) — Xhol (4101)
Xhol Ndel
Ndel

Xhol
PGGA-Nlact-NCas
PET-28b(+) 5936 bp
5368 bp
. INSERT[Replace Insert Insert
F SmBI(325) — BsmBI(390) BsmBI(14) — BsmBI(3481) BSmBI(13) — BsmBI(327)
BsmBI
BsmBI
‘EsmBI BsmBl BsmBI BsmBl
[ dcasisa - AmpR
NCas Niact
3497 bp 344 bp
PGGAselect
2220 bp
Amplify 520 .. 3975 using: Amplify 1431 .. 1723 using:
PCR|gsmBI_cas_R PCR|gsm_Nlact R_Cys
Bsm_Cas_F Bsm_Nlact_F
Bsm_Cas_F

>

o8

5 J
= Bsm_Nlact_R_Cys Bsm_Nlact_F
BsmBI_Cas_R
PBAD/HisB-TorA-dCas13a-dwLacZ-sfGFP ey ;:

bp



pET30-Clact-CasC

Ndel
PET30-Clact-CasC
8988 bp
INSERT|Replace Flip and insert
FRAGMENT)|XhoI (158) — Ndel (346) Ndel (331) — Xhol (4083)
Xhol Ndel
Ndel

Xhol
Clact-CasC
PET-30a(+) 5918 bp
5422 bp
INSERT |Repiace Tnsert Insert
FRAGMENTS |BsmBI (325) — BsmBlI (390) BsmBI(14) — BsmBI(304) BsmBI(13) — BsmBI(3486)
BsmBI
BsmBI
BsmBI BsmBI
Casc
3503 bp
PGGAselect
2220 bp
Amplify 1944 .. 2219 using: Amplify 523 .. 3975 using:
PCR|gsm_clact_F PCR|gsm_casc_Fw
Bsm_Clact_R Bsm_CasC_R

Bsm_CasC_Fw.

Bsm_Clact_R

Bsm_Clact_F

Bsm_CasC_R

puC119
3162 bp

PBAD/HisB-TorA-dCas13a-dwLacZ-sfGFP
10,718 bp



pET28-Nlact-Ncas-int

Ndel

PET28-Nlact-Ncas-int
9370 bp

INSERT [Replace Flip and insert
FRAGMENT [Xhol (158) — Ndel (237) Ndel (331) — Xhol (4410)
Xhol Ndel
Ndel

Xho
PGGA-Nlact-Nea:
PET-28b(+) e2= ke
368 b
INSERT [Trcart at Filp and insert
FRAGMENT [psiI (4097) Start(0) — End (309)
<star> <End>
Psil [ e 4
Nint
309 bp

PGGA-Nlact-NCas(i
5936 bp.

INSERT[Repiace Tnsert
BsmBl(14) — BsmBI (3481)

FRAGMENTS|BsmBI (325) — BsmBI(390)

BsmBl BsmBI

B

NCas(int)
3497 bp

PGGAselect
2220bp

Amplify 520 .. 3975 using:

PCR|Bsm_cas F
BsmBI_Cas R

Bsm_Cas_F

3

BsmBI_Cas_R

dwLacZ-sfGFP

-TorA-dCas13;
10,718 bp

Bsmbl

Insert
BsmBI(13) — BsmBI(327)

BsmBI

AmpR

Niact(int)
344 bp

Amplify 1431 .. 1722 using:

PCR(gsm_Niac_RCy

Bsm_Nlact_F

Bsm_Nlac_RCy

Bsm_Niact_F

puci1s
3162 bp

[Amplify 2011 .. 3219 using:

PCR nint ¢
Primer 2 (1)

Ninef
Notr  Primer2 (1)

N2-intein-plasmid
6553 bp

(History Hidden)



pET30-Clact-CasC-int

NdeT

PET30-Clact-CasC-i
9315 by

INSERT|

Replace Fiip and insert
FRAGMENT [xhol (158) — Ndel (346) NdeI (331) — Xhol (4410)
Xhot Ndet
Ndel

Xhot

PGGA-Clact-Cas
6245 by

PET-30a(+)
5422 bp.

INSERT Replace Insert
FRAGMENT|Ndel (331) — BbsI(347) Ndel(s) — BbsI(119)
Ndel

BbsT

NdeT Bbst
intC
1376p
PGGA-Clact-CasC(int)
6150 bp
T [Amplify 672 .. 779 using:
INSERT [Repiace Insert Insert PCR |nge 1ntc F
FRAGMENTS |BsmBI (325) — BsmBI(390) BsmBI(14) — BsmBI(536) BsmBI(13) — BsmBI(3486) bbs_Intc_R
Bamhr
Nde_Intc_F
— bbs_IntC_R
et BsmL st et
CasC(int)
PGGAselect
2220 bp. s552bp Notl
<2
5508 bp
(History Hidden)
Amplify 1722 .. 2219 using: | Amplify 523 .. 3975 using:
PCR|Bsm_clact R PCRBsm_casc_r
Bsm_Clact |

Bsm_CasC_Fw

Bsm_CasC_Fw

5

D
Bam_Clact R~
- Cloct | y
L)
/ 5
Bsm_Clact_F_Cys Bem_CasC_R
puciie 3B-TorA-dCas13a-dwLacZ-sfGFP
3162 bp o



